be detected within the neural plate and the neural crest. Morpholinobased studies indicate that the loss of Sizzled function leads to the loss of mesoderm (Xbra expression and myotome formation) and neural crest (sox9). We will present a more complete characterization of the late stage sizzled expression pattern, as well as the morphant phenotype.
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This work is supported by the NIH grant 84133. Pkd2 is a gene implicated in human autosomal dominant polycystic kidney disease. In addition to kidney defects, mutations and knockdowns of pkd2 in mouse and zebrafish disrupt normal leftsided nodal expression in the lateral plate mesoderm. Although pkd2 has been shown to be important in creation and initial restriction of nodal expression domains to the left lateral plate mesoderm, the link between pkd2 and the initiation of nodal expression is unknown. Pkd2 mutants and morphants also display altered organ size that may be a direct effect of reduced mesendoderm patterning. To probe the functions of Polycystin-2 in embryonic patterning, we are generating an antibody against the zebrafish protein to examine its cellular location. We are also performing epistasis experiments to determine whether pkd2 is likely to play a cell autonomous role in the nodal signaling pathway or a non-cell autonomous role involving nodallefty regulation. MicroRNAs (miRNAs) are small RNAs with diverse function as negative gene expression regulators. In the present study, we investigated miRNA role during chondrogenic differentiation of chick limb mesenchymal cells. We found that the expression of miR-221 increased upon chondrogenic inhibition. miR-221 blockade via PNAbased antisense oligonucleotides (ASOs) recovered the chondroinhibitory actions of JNK inhibitor on proliferation, migration of chondrogenic progenitors and the formation of precartilage condensation. We determined that one relevant target of miR-221 during chondrogenesis was mdm2 since miR-221 was necessary and sufficient to down-modulate its expression. Mdm2 modulation by miR-221 had significant functional consequences; indeed, downmodulation of mdm2 by miR-221 prevents slug degradation and resulted in up-regulation of slug, a negative regulator for proliferation of chondroprogenitors. These results indicate that miR-221 contributes to the regulation of cell proliferation by inhibiting slug degradation through negative regulation of Mdm2 during chondrogenesis of chick limb mesenchymal cells. Neurotransmitter specification is a key component of determining the ultimate fate of neurons in the central nervous system. While the role of signaling cascades and transcription factor networks are well understood, little is known regarding the role of activity dependent mechanisms. It has been suggested that GABA may have a function in activity dependence that is distinctly different than classic synaptic signaling. Recent literature has shown that GABA is present prior to synapse formation and that blocking GABA signaling during these stages results in an increased number of excitatory neurons. A prediction emerging from these results is that metabotropic GABA B receptors are activated leading to activity dependent mechanisms of neurotransmitter specification. We have therefore cloned and characterized the expression patterns of both GABA B receptors (Gabbr1 and Gabbr2) as well as four of the GABA A alpha subunits (Gabra1, Gabra2, Gabra3 and Gabra5) in X. laevis embryos. In situ hybridization was performed on embryos from Nieuwkoop and Faber stages 15-40. Results thus far indicate that metabotropic GABA B receptors begin expression around stage 15 in the brain while Gabra2 expression does not appear until stage 29/30. Both steadily become more abundant throughout the brain and spinal cord in spatially and temporally specific patterns. Real time PCR experiments are currently underway to detect low expression levels of the receptor subunits.
